. Consequences of Ska complex depletion on mitotic fidelity. (A) Selected images from time-lapse imaging sequences of HeLa S3 H2B-GFP cells treated with control or Ska1 and Ska3 siRNAs for 36-40 h that illustrate previously described Ska RNAi phenotypes. Representative image (B) and quantification (C) of anaphase cells with chromatin bridges. Bars represent mean ± 95% CI (n ≥ 275 anaphase cells per condition from three independent experiments). (D) Selected images from time-lapse imaging sequences of HeLa K-CENP-A cells treated with control or Ska3 siRNAs for 36-40 h that were subjected to 0.5 µM reversine upon chromosome alignment to induce premature anaphase onset. (E) Quantification of anaphase cells with single lagging KTs and number of single lagging KTs per anaphase from D. The number of cells (n) analyzed is indicated below the graphs. (F) Box-and-whisker plot showing the elapsed time between mitotic entry and exit/cell death after the indicated siRNA treatments. The number of cells (n) analyzed is given above each box. Horizontal lines indicate mean. Percentage of mitotic cell death is displayed below the plot. (G) Western blotting of mitotic cell extracts of HeLa S3 H2B-GFP cells (lime green) or HeLa K PA-GFP-α-tubulin/histone H2B-mRFP cells (dark green) treated with the indicated siRNAs for 48 h. (H) Quantification of fluorescence intensity decay (left), relative abundance of non-KT-MTs (middle), and half-lives of non-KT-MTs and KT-MTs (right) after photoactivation of spindles in HeLa K PA-GFP-α-tubulin/H2B-mRFP cells treated with siRNAs against Ska1 for 48 h, as described in Fig. 1 (F-I) (see Table S1 ). Horizontal lines/bars represent mean. Asterisks show statistical significance (Student's t test, unpaired). ***, P ≤ 0.001; **, P ≤ 0.01. Bars, 5 µm. In vitro Aurora B kinase activation assay, performed as described in Fig. 5 A, showing Aurora B autophosphorylation after prolonged exposure (dashed blue frame). (C) Aurora B kinase activation assay as described in Fig. 5 A, where BSA was omitted in the control reaction. Shown is the quantification of the relative histone H3 32 P signal intensities normalized to the H3 and Aurora B protein levels (one experiment). (D) Aurora B-His was preincubated for 30 min at 30°C in the presence or absence of BSA, before incubation with γ-[ 32 P]ATP for another 30 min. Autophosphorylation of Aurora B is visualized by autoradiography (right) and Aurora B levels by Coomassie staining (left). The bar graph shows the quantification of the 32 P autophosphorylation signals normalized to the Aurora B levels (one experiment). (E) Histone H3 was incubated with Ska complex dialysis buffer, Ska complex, or Ska complex and 10 µM ZM for 30 min at 30°C in the presence of γ-[ 32 P]ATP. Incorporation of 32 P into histone H3 was monitored by autoradiography ( 32 P), and levels of histone H3 and the Ska complex were monitored by Ponceau S staining (Ponc. S) and Western blotting (WB), respectively. (F) Immunoprecipitates (IP) from mitotic HeLa S3 cell extracts, obtained using beads coupled to anti-INC ENP antibody or control antibody (anti-GFP), analyzed by WB. (G) Uncropped Coomassie-stained gel (CBB) and autoradiograph ( 32 P) of the Aurora B autophosphorylation assay shown in Fig. 5 E. comp., complex. (H) Aurora B-His was preincubated with Ska complex or Ska complex dialysis buffer, as control, before addition of γ-[ 32 P]ATP. Reactions were stopped at the indicated time-points. Autophosphorylation of Aurora B was detected by autoradiography ( 32 P), and levels of Aurora B by WB. (I) Quantification of the relative Aurora B autophosphorylation signals normalized to the Aurora B protein levels from H (one experiment). (J) Aurora B-His was preincubated with purified Ska1-His or His-Ska3 at the indicated concentrations before addition of γ-[ 32 P]ATP. Autophosphorylation of Aurora B and phosphorylation of Ska1 and Ska3 were detected by autoradiography ( 32 P) and the Aurora B levels were visualized by Coomassie brilliant blue (CBB) staining. (K) Quantification of the relative Aurora B autophosphorylation signals normalized to the Aurora B protein levels from J. Data represent mean ± SD (three experiments).
